A. Materials
Then, add 20 ml of 1x PBS to 20 ml of RBC to make 40 ml and use it for HI assay.
B. Hemagglutination titration of viral antigen (Serial dilution is described in Figure 1) 1. Add 50 μl of PBS to the V bottom 96 wells in column 2 to 12.
2. Add 100 μl of each antigen to the first wells of rows.
3. Make serial 2-fold dilutions by transferring 50 μl from the first to successive wells of each row using multi-channel pipette.
4. Discard the final 50 μl. Figure 3) 1. Add 25 μl of PBS to the V bottom 96 wells in column 2 to 12.
D. Hemagglutination inhibition (HI) test (Serial dilution is described in
2. Add 50 μl of the antibody (diluted with PBS, 1:10) to the well in row A1 to H1.
3. Transfer 25 μl of the antibody from column 1 to 12 for 2 fold serial dilution.
4. Add 25 μl of standardized antigen to all wells of plates.
5. Mix the plates using a laboratory shaker for 10 sec or by manually agitating the plates thoroughly.
6. Cover the plates and incubate at room temperature for 30 min.
7. Add 50 μl of prepared RBC to all wells and incubate at room temperature for 30 min. 
